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POLYMORPHISM DETECTION UTLIZING CLUSTERING ANALYSTS 



BACKGROUND OF THE INVENTION 

The present invention relates to detecting differences in polymers. More specifically, the 
5 present invention relates to detecting polymorphisms in sample nucleic acid sequences by 
clustering hybridization affinity information. 

Devices and computer systems for forming and using arrays of materials on a chip or 
substrate are known. For example, PCT applications W092/10588 and 95/1 1995, both 
incorporated herein by reference for all purposes, describe techniques for sequencing or 
10 sequence checking nucleic acids and other materials. Arrays for performing these operations 

may be formed according to the methods of, for example, the pioneering techniques disclosed in 
U.S. Patent Nos. 5,445,934, 5,384,261 and 5,571,639, each incorporated herein by reference for 
all purposes. 

According to one aspect of the techniques described therein, an array of nucleic acid 
1 5 probes is fabricated at known locations on a chip. A labeled nucleic acid is then brought into 
contact with the chip and a scanner generates an image file indicating the locations where the 
labeled nucleic acids are bound to the chip. Based upon the image file and identities of the 
probes at specific locations, it becomes possible to extract information such as the nucleotide or 
monomer sequence of DNA or RNA. Such systems have been used to form, for example, arrays 
20 of DNA that may be used to study and detect mutations relevant to genetic diseases, cancers, 
infectious diseases, HTV, and other genetic characteristics. 

The VLSIPS™ technology provides methods of making very large arrays of 
oligonucleotide probes on very small chips. See U.S. Patent No. 5,143,854 and PCT patent 
publication Nos. WO 90/15070 and 92/10092, each of which is incorporated by reference for all 
25 purposes. The oligonucleotide probes on the DNA probe array are used to detect 

complementary nucleic acid sequences in a sample nucleic acid of interest (the "target" nucleic 
acid). 

For sequence checking applications, the chip may be tiled for a specific target nucleic 
acid sequence. As an example, the chip may contain probes that are perfectly complementary to 
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the target sequence and probes that differ from the target sequence by a single base mismatch. 

For de novo sequencing applications, the chip may include all the possible probes of a specific 

length. The probes are tiled on a chip in rows and columns of cells, where each cell includes 

multiple copies of a particular probe. Additionally, "blank" cells may be present on the chip 
5 which do not include any probes. As the blank cells contain no probes, labeled targets should 

not bind specifically to the chip in this area. Thus, a blank cell provides a measure of the 

background intensity. 

The interpretation of hybridization data from hybridized chips can encounter several 

difficulties. Random errors, such as physical defects on the chip, can cause individual probes or 
10 spatially related groups of probes exhibit abnormal hybridization (e.g., by abnormal 

fluorescence). Systematic errors, such as the formation of secondary structures in the probes or 

the target, can also cause reproducible, but still misleading hybridization data. 

For many applications, it is desirable to determine if there are differences between and 

among sample nucleic acid sequences, such as polymorphisms at a base position. It would be 
15 desirable to have systems and methods of detecting these differences in a way that is not overly 

affected by random and systematic errors. 



2 



WO 99/09218 



PCT/US98/16971 



SUMMARY OF THE INVENTION 

The present invention provides innovative systems and methods for detecting differences 
in sample polymers, such as nucleic acid sequences. Hybridization affinity information for the 
5 sample polymers is clustered so that the differences, if any, between or among the sample 

polymers can be readily identified. By clustering the hybridization affinity information of the 
sample polymers, differences in the sample polymers can be accurately achieved even in the 
presence of random and systematic errors. Additionally, polymorphisms can be detected in 
sample nucleic acids regardless of what basecalling has reported. Several embodiments of the 

1 0 invention are described below. 

In one embodiment, the invention provides a method of detecting differences in sample 
polymers. Multiple sets of hybridization affinity information are input, where each set of 
hybridization affinity information includes hybridization affinities between a sample polymer 
and polymer probes. The multiple sets of hybridization affinity information are clustered into 

15 multiple clusters such that all sets of hybridization affinity information in each cluster are more 
similar to each other than to the sets of hybridization affinity information in another cluster. The 
multiple clusters can then be analyzed to detect if there are differences in the sample polymers. 
For example, if the multiple clusters do not form clusters where subclusters are very similar yet 
very different from other clusters, this can indicate that the sample polymers are the same. 

20 Otherwise, the sample polymers can be different. 

In another embodiment, the invention provides a method of detecting polymorphisms in 
sample nucleic acid sequences. Multiple sets of hybridization affinity information are input, 
'where each set of hybridization affinity information includes hybridization affinities between a 
sample nucleic acid sequence and nucleic acid probes. The multiple sets of hybridization 

25 affinity information are hierarchically clustered into a plurality of clusters such that all sets of 
hybridization affinity information in each cluster are more similar to each other than to the sets 
of hybridization affinity information in another cluster. The multiple clusters can then be 
analyzed to detect if there are polymorphisms in the sample polymers. The polymorphisms can 
include mutations, insertions and deletions. 
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Other features and advantages of the invention will become readily apparent upon review 
of the following detailed description in association with the accompanying drawings. 



4 



WO 99/09218 



PCT/US98/16971 



BRIEF DESCRIPTION OF THE DRAWINGS 

Fig. 1 illustrates an example of a computer system that may be utilized to execute the 
software of an embodiment of the invention. 
5 Fig. 2 illustrates a system block diagram of the computer system of Fig. 1. 

Fig. 3 illustrates an overall system for forming and analyzing arrays of biological 
materials such as DNA or RNA. 

Fig. 4 illustrates conceptually the binding of probes on chips. 

Fig. 5 shows a high level flowchart of a process of analyzing sample polymers. 
10 Fig. 6 shows a flowchart of a process clustering hybridization affinity data. 

Fig. 7 shows a flowchart of a process of analyzing sample nucleic acid sequences. 

Fig. 8 shows graphically how normalization can affect the hybridization affinities. 

Fig. 9 illustrates a screen display including a dendrogram indicating that there does not 
appear to be a polymorphism at the base position of interest. 
15 Fig. 10 shows the dendrogram of Fig. 9. 

Fig. 1 1 illustrates a dendrogram indicating that is likely a polymorphism at the base 
position of interest. 

Fig. 12 illustrates a dendrogram indicating that there is likely more than one 
polymorphism at the base position of interest. 
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DETAILED DESCRIPTION OF PREFERRED EMBODIMENTS 

In the description that follows, the present invention will be described in reference to 
5 preferred embodiments that utilize VLSIPS™ technology for making very large arrays of 

oligonucleotide probes on chips. However, the invention is not limited to nucleic acids or to this 
technology and may be advantageously applied to other polymers and manufacturing processes. 
Therefore, the description of the embodiments that follows for purposes of illustration and not 
limitation. 

10 Fig. 1 illustrates an example of a computer system that may be used to execute the 

software of an embodiment of the invention. Fig. 1 shows a computer system 1 that includes a 
display 3, screen 5, cabinet 7, keyboard 9, and mouse 11. Mouse 1 1 may have one or more 
buttons for interacting with a graphical user interface. Cabinet 7 houses a CD-ROM drive 13, 
system memory and a hard drive (see Fig. 2) which may be utilized to store and retrieve 

15 software programs incorporating computer code that implements the invention, data for use with 
the invention, and the like. Although a CD-ROM 15 is shown as an exemplary computer 
readable storage medium, other computer readable storage media including floppy disk, tape, 
flash memory, system memory, and hard drive may be utilized. Additionally, a data signal 
embodied in a carrier wave (e.g., in a network including the Internet) may be the computer 

20 readable storage medium. 

Fig. 2 shows a system block diagram of computer system 1 used to execute the software 
of an embodiment of the invention. As in Fig. 1, computer system 1 includes monitor 3 and 
keyboard 9, and mouse 1 1 . Computer system 1 further includes subsystems such as a central 
processor 51, system memory 53, fixed storage 55 {e.g., hard drive), removable storage 57 (e.g., 

25 CD-ROM drive), display adapter 59, sound card 61, speakers 63, and network interface 65. 
Other computer systems suitable for use with the invention may include additional or fewer 
subsystems. For example, another computer system could include more than one processor 51 
(i.e., a multi-processor system) or a cache memory. 
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The system bus architecture of computer system 1 is represented by arrows 67. 
However, these arrows are illustrative of any interconnection scheme serving to link the 
subsystems. For example, a local bus could be utilized to connect the central processor to the 
system memory and display adapter. Computer system 1 shown in Fig. 2 is but an example of a 
computer system suitable for use with the invention. Other computer architectures having 
different configurations of subsystems may also be utilized. 

For purposes of illustration, the present invention is described as being part of a 
computer system that designs a chip mask, synthesizes the probes on the chip, labels the nucleic 
acids, and scans the hybridized nucleic acid probes. Such a system is fully described in U.S. 
Patent No. 5,571,639 that has been incorporated by reference for all purposes. However, the 
present invention may be used separately from the overall system for analyzing data generated 
by such systems. 

Fig. 3 illustrates a computerized system for forming and analyzing arrays of biological 
materials such as RNA or DNA. A computer 100 is used to design arrays of biological 
polymers such as RNA and DNA. The computer 100 may be, for example, an appropriately 
programmed Sun Workstation or personal computer or workstation, such as an IBM PC 
equivalent, including appropriate memory and a CPU as shown in Figs. 1 and 2. The computer 
system 100 obtains inputs from a user regarding characteristics of a gene of interest, and other 
inputs regarding the desired features of the array. Optionally, the computer system may obtain 
information regarding a specific genetic sequence of interest from an external or internal 
database 102 such as GenBank. The output of the computer system 100 is a set of chip design 
computer files 104 in the form of, for example, a switch matrix, as described in PCT application 
WO 92/10092, and other associated computer files. 

The chip design files are provided to a system 106 that designs the lithographic masks 
used in the fabrication of arrays of molecules such as DNA. The system or process 106 may 
include the hardware necessary to manufacture masks 1 1 0 and also the necessary computer 
hardware and software 108 necessary to lay the mask patterns out on the mask in an efficient 
manner. As with the other features in Fig. 3, such equipment may or may not be located at the 
same physical site but is shown together for ease of illustration in Fig. 3. The system 106 
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generates masks 1 10 or other synthesis patterns such as chrome-on-glass masks for use in the 
fabrication of polymer arrays. 

The masks 1 10, as well as selected information relating to the design of the chips from 
system 100, are used in a synthesis system 112. Synthesis system 112 includes the necessary 
hardware and software used to fabricate arrays of polymers on a substrate or chip 1 14. For 
example, synthesizer 112 includes a light source 116 and a chemical flow cell 1 18 on which the 
substrate or chip 1 14 is placed. Mask 1 10 is placed between the light source and the 
substrate/chip, and the two are translated relative to each other at appropriate times for 
deprotection of selected regions of the chip. Selected chemical regents are directed through flow 
cell 1 18 for coupling to deprotected regions, as well as for washing and other operations. All 
operations are preferably directed by an appropriately programmed computer 1 1 9, which may or 
may not be the same computer as the computer(s) used in mask design and mask making. 

The substrates fabricated by synthesis system 1 12 are optionally diced into smaller chips 
and exposed to marked targets. The targets may or may not be complementary to one or more of 
the molecules on the substrate. The targets are marked with a label such as a fluorescein label 
(indicated by an asterisk in Fig. 3) and placed in scanning system 120. Although preferred 
embodiments utilize fluorescent markers, other markers may be utilized that provide differences 
in radioactive intensity, light scattering, refractive index, conductivity, electroluminescence, or 
other large molecule detection data. Therefore, the present invention is not limited to analyzing 
fluorescence measurements of hybridization but may be readily utilized to analyze other 
measurements of hybridization. 

Scanning system 120 again operates under the direction of an appropriately programmed 
digital computer 122, which also may or may not be the same computer as the computers used in 
synthesis, mask making, and mask design. The scanner 120 includes a detection device 124 
such as a confocal microscope or CCD (charge-coupled device) that is used to detect the 
location where labeled target (*) has bound to the substrate. The output of scanner 120 is an 
image file(s) 124 indicating, in the case of fluorescein labeled target, the fluorescence intensity 
(photon counts or other related measurements, such as voltage) as a function of position on the 
substrate. Since higher photon counts will be observed where the labeled target has bound more 

8 . 
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strongly to the array of polymers (e.g., DNA probes on the substrate), and since the monomer 
sequence of the polymers on the substrate is known as a function of position, it becomes 
possible to determine the sequence(s) of polymer(s) on the substrate that are complementary to 
the target. 

5 The image file 124 is provided as input to an analysis system 126 that incorporates the 

synthesis integrity evaluation techniques of the present invention. Again, the analysis system 
may be any one of a wide variety of computer system(s), but in a preferred embodiment the 
analysis system is based on a WINDOWS NT workstation or equivalent. The analysis system 
may analyze the image file(s) to generate appropriate output 128, such as the identity of specific 
1 0 mutations in a target such as DNA or RNA. 

Fig. 4 illustrates the binding of a particular target DNA to an array of DNA probes 1 14. 
As shown in this simple example, the following probes are formed in the array: 
3 f -AGAACGT 
AGACCGT 
15 AGAGCGT 
AGATCGT 



20 As shown, when the fluorescein-labeled (or otherwise marked) target 5 1 -TCTTGCA is exposed 
to the array, it is complementary only to the probe 3 ' -AGAACGT, and fluorescein will be 
primarily found on the surface of the chip where 3 ■ -AGAACGT is located. The chip contains 
cells that include multiple copies of a particular probe and the cells may be square regions on the 
chip. \ 

25 Fig. 5 is a high level flowchart of a process of analyzing sample polymers, such as 

nucleic acid sequences. At a step 201, sets of hybridization affinity information are input to a 
computer system. The hybridization affinity information can be in any number of forms 
including fluorescent, radioactive or other data. The hybridization affinity information can be 
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utilized without modification as input for clustering analysis. However, the variations in the 
data can be reduced by normalizing the data. 

The hybridization affinity information of each set is normalized at a step 203. 
Normalization can be utilized to provide more consistent data between and within experiments. 
5 As an example, normalization can include dividing each hybridization affinity value by the sum 
of all the other hybridization affinity values, thus reducing each hybridization affinity value to a 
value between 0 and 1. Although normalization can be beneficial in some applications, it is not 
required. Therefore, the steps shown in the flowcharts illustrate specific embodiments and steps 
can be deleted, inserted, combined, and modified within the spirit and scope of the invention. 

10 At a step 205, the sets of hybridization affinity information are clustered. Clustering 

analysis processes typically accept as input multiple patterns of data (e.g., represented by vectors 
of floating point numbers) and rearrange the patterns into clusters of similar patterns. Preferred 
embodiments arrange patterns of data into hierarchical clusters where each cluster includes 
clusters that are more similar to each other than to other clusters. 

1 5 Once the clusters are formed, they can be displayed on the screen for a user to analyze at 

a step 207. In addition to displaying the clusters, the computer system can also interpret the 
clusters and output to the user the number of distinct clusters that were found. The description 
of Fig. 5 has been provided at a high level to give the reader an initial understanding of the 
invention and the description that follows will describe the invention in more detail. 

20 Fig. 6 shows a flowchart of a process clustering hybridization affinity data. At a step 

301, a check is performed to see if the sets of hybridization affinity information have been 
clustered into a single root cluster. A cluster can include one or more subclusters and a root 
cluster is a cluster that is not included in any other cluster. In the description that follows, a 
cluster (or subcluster) can be a single set of hybridization affinity information or include 

25 multiple sets. 

Initially, each set of hybridization affinity information is considered a single cluster. As 
the clustering continues, clusters that are found to be similar enough are grouped together into a 
new cluster. When it is determined that all the sets of hybridization affinity information are 
clustered into a single root cluster at a step 303, the clustering is done. 

10. 
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Otherwise, the two closest clusters are found at a step 305. By being closest, it is meant 
that a metric indicates that two of the clusters include data that are more similar to each other 
than any of the other clusters are to another cluster. Any number of different metrics can be 
utilized including the Euclidean distance described in more detail in reference to Fig. 7. Most 
preferably, the metric satisfies the triangle inequality such that f(a,c) <= f(a,b) + f(b,c) for any 
set of data patterns {a,b,c} . 

In the embodiments described herein, a cluster includes up to two sets of hybridization 
affinity information. However, there is no requirement that the clusters be limited in this 
manner. For example, the invention can be advantageously applied to clusters that can include 
up to three or more sets of hybridization affinity information by an extension of the principles 
described herein. 

At a step 307, a new cluster is created that includes the two closest clusters. In order to 
compare the new cluster with other clusters, a value should be calculated to represent the data in 
the new cluster. In one embodiment, the average of the two closest clusters is computed for the 
new cluster at a step 309. After the new cluster has been created, the flow proceeds to step 301 
to check if only one root cluster remains. 

Fig. 7 shows a flowchart of a process of analyzing sample nucleic acid sequences. For 
this embodiment, hybridization data from a chip with both sense and anti-sense probes are 
utilized. Fragments from the sense and anti-sense strands of a target are labeled and exposed to 
the chip resulting in four hybridization affinity measurements for the sense strand and four 
hybridization affinity measurements for the anti-sense strand at each inteiTogation position. 

As an example, if the sense strand of a target sequence (or portion thereof) is 5'- 
GTAACGTTG then the following sense probes would interrogate the underlined base position: 

3'-TTACA 

3'-TTCCA 

3'-TTGCA 

3 , -TTTCA 
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The anti-sense strand of the target sequence (or portion thereof) would be S'-CATTQCAAC and 
the following sense probes would interrogate the underlined base position for the anti-sense 
strand: 

5'-AAAGT 
5'-AACGT 
S'-AAGGT 
5'-AATGT 

Accordingly, in this embodiment, there are eight hybridization affinities, one for each probe, for 
each interrogation position. 

At a step 401, sets of hybridization affinity information are input to a computer system. 
This can include reading a file that includes hybridization affinity data for each base position 
that is interrogated in the target. As discussed above, the hybridization affinity data for a base 
position can include eight measured hybridization affinities. The eight measured hybridization 
affinities can be stored as a set or pattern of eight values (e.g., photon counts) such as {A,, 
A 2 ,. . ,,A 8 }. 

The hybridization affinity information of each set is normalized at a step 403. 
Normalizing the hybridization affinity information can de-emphasize differences that are not 
directly related to target sequence composition. One effective strategy for normalizing the 
hybridization affinities of a set is to first calculate the average of the hybridization affinities for a 
set and subtract this average from each hybridization affinity in the set. Then, each average- 
subtracted hybridization affinity is divided by the square root of the sum of squares of the 
hybridization affinities of the set minus the average hybridization affinity. In other words, the 
following formula is utilized normalize each hybridization affinity of a set: 

A : = (A, - A) / square root((A, - A) 2 + (A 2 - A) 2 + . . . + (A 8 - A) 2 ) 
where I is from 1 to 8 and A is the average of A„ A 2 , . . A 8 . 

Fig. 8 shows graphically how the normalization can affect the hybridization affinities. 
Hybridization affinities 451 are the raw data measured from the chip and the height of the bars 
indicates the relative measured hybridization affinity. 



12 



WO 99/092 1 8 PCT/US98/1 697 1 

Average-subtracted hybridization affinities 453 show that the hybridization affinities are 
now vectors in two possible directions. The average-subtracted hybridization affinities are 
combined into an intermediate vector pattern 455. Normalization of vector pattern 455 is 
completed by dividing each vector by the denominator above to produce a final normalized 
vector pattern 457. 

Normalization can correct for varying backgrounds and overall hybridization affinity 
values, while preserving the rank of each hybridization affinity within the set as well as the 
difference in overall hybridization affinity between the sense and anti-sense probes. 
Additionally, by normalizing the set of eight values in the manner described, the distance 
between any two patterns is bounded by (0,2), thus offering a consistent scale on which to 
pattern differences can be evaluated. 

Returning to Fig. 7, at a step 405, the sets of hybridization affinity information are 
hierarchically clustered. Any number of clustering algorithms can be utilized. In prefenred 
embodiments, a modification of the mean linkage clustering algorithm is utilized. The value of 
a cluster that includes only a single set of hybridization affinities is the pattern of eight 
hybridization affinities. The value of a cluster C that includes two clusters A and B is as 
follows: 

C, = average(Aj,B,) 

where I is from 1 to 8. Thus, each cluster is represented by an eight value pattern. Other linkage 
calculations can be utilized including traditional mean linkage wherein the mean of the distances 
between each member of a pattern is utilized. Additionally, the greatest (or least) distance 
between two members of two clusters can be utilized as the linkage formula. 

The distance between two clusters is typically determined by a distance metric. Many 
different distance metrics can be utilized including the Euclidean distance, city-block distance, 
correlation distance, angular distance, and the like. Most preferably, the Euclidean distance is 
utilized and it is calculated as follows: 

= square root((A l - B,) 2 + (A 2 - B 2 ) 2 + . . . + (A 8 - B 8 ) 2 ) 
where I is from 1 to 8. The city-block distance can be calculated as follows: 

D AB = |(A, -3,)! + l(A 2 - B 2 )| + . . . + |(A 8 - B 8 )| 

13. 
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where I is from 1 to 8 and |X| represents the absolute value of X. 

At a step 407, the number of "tight" clusters is counted. A "tight'* cluster is a defined 
as any cluster where the average distance from the cluster mean to the means of its subclusters is 
less than the distance to its nearest sibling cluster by a similarity factor (e.g., a factor of 3). It is 
fairly easy for a user to visually identify clusters, but the number of tight clusters can be utilized 
as a calculated determination of the number of clusters. If there are two or more tight clusters, 
the interrogation position is likely to be polymorphic. It should be noted that increasing the 
number of dimensions in an input pattern strongly reduces the probability that two patterns will 
be similar by chance and the value of the similarity factor can be adjusted accordingly. 

The clusters are displayed at a step 409. The clusters can be displayed any number of 
ways, but in preferred embodiments, they are displayed as dendrograms. Dendrograms are 
diagrams that represent the clusters. The distance between the clusters can be represented on the 
dendrogram so that the user can more readily identify the clusters that would be indicative of a 
polymorphism such as a mutation, insertion or deletion. In other words, the distance between 
the clusters varies with the similarity of the clusters. 

As an example, Fig. 9 illustrates a screen display including a dendrogram indicating that 
there does not appear to be a polymorphism at the base position of interest. A screen display 
501 includes a dendrogram 503. The dendrogram will be described in more detail in reference 
to Fig. 10. 

Screen display 501 includes raw data 505 and the indicated base calls. A plot 507 of 
hybridization affinities vs. base position is shown for both the sense and anti-sense strands for 
pattern recognition. A table 509 includes information on base positions for the chip. 
Additionally, an image 511 provides information for mutant fraction estimation . Dendrogram 
503 (and others) will be the focus of the following paragraphs. 

Fig. 10 shows a dendrogram from Fig. 9 that clusters eight sets of hybridization affinity 
information (represented by the target name). A visual inspection of dendrogram 503 reveals 
that the distance between the clusters (illustrated by the horizontal lengths of the dendrogram) 
are relatively constant. This indicates that the patterns are relatively constant and therefore, it 
does not appear likely there is a polymorphism at the interrogation position. 

14. 
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Fig. 1 1 illustrates a dendrogram indicating that is likely a polymorphism at the base 
position of interest. Dendrogram 603 shows the clustering of eight sets of hybridization affinity 
information. A visual inspection of the dendrogram reveals that there appears to be two clusters 
605 and 607 where the distance between members of one cluster is much less than the distance 
5 between members of other clusters. As the patterns fall in two clusters, there is likely a 
polymorphism at the interrogation position. 

As another example, Fig. 12 illustrates a screen display including a dendrogram 
indicating that there is likely more than one polymorphism at the base position of interest. A 
dendrogram 703 shows the clustering of eight sets of hybridization affinity information. A 
10 visual inspection of the dendrogram reveals that there appears to be three clusters 705, 707 and 
709 where the distance between members of one cluster is much less than the distance between 
members of other clusters. Since the patterns fall in three clusters, there are likely two 
polymorphisms at the interrogation position. 

With the invention, phenomena that are not obvious through examination of a single 
15 hybridization reaction can be detected. Conversely, the number and diversity of probes for 
recognizing a particular class of phenomena can be reduced. For example, mutations in the 
BRCA gene are so diverse that constructing a set of probes that would cover every possible 
polymorphism may be impractical. However, the invention may be utilized to detect such 
polymorphisms even in the absence of such probes. 
20 In addition, clustering can be utilized to analyze or evaluate the effectiveness of 

experimental systems, such as genotyping chips, in which useful results are dependent on the 
detection of a fixed number of highly reproducible classes in the resulting data. In the case of 
genotyping, one expects three tightly clustered result classes representing homozygous wildtype, 
homozygous mutant and heterozygote genotypes, respectively. Metrics computed on the 
25 hierarchy of patterns generated by a clustering algorithm can provide a quantitative assessment 
of the specificity and reproducibility of the genotyping process. 

While the above is a complete description of preferred embodiments of the invention, 
various alternatives, modifications, and equivalents may be used. It should be evident that the 
invention is equally applicable by making appropriate modifications to the embodiments 

15. 
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described above. For example, the invention has been described in reference to nucleic acid 
probes that are synthesized on a chip. However, the invention may be advantageously applied to 
other monomers (e.g., amino acids and saccharides) and other hybridization techniques 
including those where the probes are not attached to a substrate. Therefore, the above 
description should not be taken as limiting the scope of the invention that is defined by the 
metes and bounds of the appended claims along with their full scope of equivalents. 
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CLAIMS 

1 . A method of detecting differences in sample polymers, comprising: 
inputting a plurality of sets of hybridization affinity information, each set of 

hybridization affinity information including hybridization affinities between a sample polymer 
5 and polymer probes; 

clustering the plurality of sets of hybridization affinity information into a plurality of 
clusters such that all sets of hybridization affinity information in each cluster are more similar to 
each other than to the sets of hybridization affinity information in another cluster; and 
analyzing the plurality of clusters to detect if there are differences in the sample 
10 polymers. 

2. The method of claim 1 , wherein the clustering the plurality of sets of 
hybridization affinity information includes calculating mean linkage clustering of the clusters. 

15 3. The method of claim 2, wherein the mean linkage clustering of the probes utilizes 

a distance metric for differences between clusters. 

4. The method of claim 3, wherein the distance metric is a Euclidean distance or a 
city-block distance. 

20 

5. The method of claim 1, further comprising displaying a tree structure of the 
plurality of clusters. 

6. The method of claim 5, wherein the distance between the clusters varies with the 
25 similarity of the clusters. 

7. The method of claim 1, wherein the sample polymers include nucleic acids, 
amino acids or saccharides. 

30 8. A computer program product that detects differences in sample polymers, 

comprising: 

computer code that receives a plurality of sets of hybridization affinity information, each 
set of hybridization affinity information including hybridization affinities between a sample 
polymer and polymer probes; 
35 computer code that clusters the plurality of sets of hybridization affinity information into 

a plurality of clusters such that all sets of hybridization affinity information in each cluster are 
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more similar to each other than to the sets of hybridization affinity information in another 
cluster; 

computer code that analyzes the plurality of clusters to detect if there are differences in 
the sample polymers; and 

a computer readable medium that stores the computer codes. 

9. The computer program product of claim 8, wherein the computer readable 
medium is selected from the group consisting of floppy disk, tape, flash memory, system 
memory, hard drive, and a data signal embodied in a carrier wave. 

10. A method of detecting polymorphisms in sample nucleic acid sequences, 
comprising: 

inputting a plurality of sets of hybridization affinity information, each set of 
hybridization affinity information including hybridization affinities between a sample nucleic 
acid sequence and nucleic acid probes; 

hierarchically clustering the plurality of sets of hybridization affinity information into a 
plurality of clusters such that all sets of hybridization affinity information in each cluster are 
more similar to each other than to the sets of hybridization affinity information in another 
cluster; and 

analyzing the plurality of clusters to detect if there are polymorphisms in the sample 
polymers. 

1 1 . The method of claim 10, wherein the sample nucleic acid sequence and nucleic 
acid probes include both sense and anti-sense strands. 

12. The method of claim 11, wherein the hybridization affinity information includes 
four hybridization affinities for the sense strands and four hybridization affinities for the anti- 
sense strands. 

13. The method of claim 12, wherein the four hybridization affinities for the sense 
strands represent hybridization affinities between nucleic acid probes that differ by at least a 
nucleic acid at an interrogation position. 

14. The method of claim 12, wherein the four hybridization affinities for the anti- 
sense strands represent hybridization affinities between nucleic acid probes that differ by at least 
a nucleic acid at an interrogation position. 
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15. The method of claim 10, wherein the polymorphisms include mutations, deletions 
and insertions at an interrogation position. 

16. The method of claim 10, further comprising normalizing the hybridization 
affinity information for each set. 

17. The method of claim 1 6, wherein the normalizing the hybridization affinity 
information for each set includes subtracting an average hybridization affinity from the 
hybridization affinities and dividing each hybridization affinity by a square root of the sum of 
squares of the hybridization affinities. 

18. The method of claim 10, wherein the clustering the plurality of sets of 
hybridization affinity information includes calculating mean linkage clustering of the clusters. 

19. The method of claim 18, wherein the mean linkage clustering of the probes 
utilizes a distance metric for differences between clusters. 

20. The method of claim 19, wherein the distance metric is a Euclidean distance or a 
city-block distance. 

21. The method of claim 10, further comprising displaying a tree structure of the 
plurality of clusters. 

22. The method of claim 21 , wherein the distance between the clusters varies with to 
the similarity of the clusters. 

23. A computer program product that detects polymorphisms in sample nucleic acid 
sequences, comprising: 

computer code that receives a plurality of sets of hybridization affinity information, each 
set of hybridization affinity information including hybridization affinities between a sample 
nucleic acid sequence and nucleic acid probes; 

computer code that hierarchically clusters the plurality of sets of hybridization affinity 
information into a plurality of clusters such that all sets of hybridization affinity information in 
each cluster are more similar to each other than to the sets of hybridization affinity information 
in another cluster; 

computer code that analyzes the plurality of clusters to detect if there are polymorphisms 
in the sample polymers; and 

a computer readable medium that stores the computer codes. 
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The computer program product of claim 21, wherein the computer readable 
medium is selected from the group consisting of floppy disk, tape, flash memory, system 
memory, hard drive, and a data signal embodied in a carrier wave. 



20 



SUBSTITUTE SHEET (RULE 26) 



WO 99/09218 



1 / 10 



PCT/US98/16971 




FIG. 1 



r 



51 



PROCESSOR 



.53 



MEMORY 



r 



55 



FIXED 
STORAGE 



r 



57 



REMOVABLE 
STORAGE 



67 









i 






i 






4 






4 






— 59 

* f 






















DISPLAY 
ADAPTER 
















SOUND CARD 








i 


■ r 3 




. r' 


\ 


• r n 




. r" 




. r 


DISPLAY 




KEYBOARD 




MOUSE 




SPEAKERS 




NETWORK 
INTERFACE 



FIG. 2 



SUBSTITUTE SHEET (RULE 26) 



WO 99/09218 



2 / 10 



PCTAJS98/16971 



CM 



X 



3 

CL 

o 



LU 1 
CO 1 




DD' 



Li. 
Q 
2 



CD 
O 



oo 

O 



L ^ 



■5 < 



CD 
CL 



3 



UJ 


CO 


MAP* 


UJ 
1 




LL 



CO S=£ 
< CO 

2 S 



CD 
CM 



Q 

O 



z 


CO 


CL CD 


X CO 


uf 


O UJ 


-J 


Q 


u. 



CM 
O 




i 



















o 


O 




UJ 






2 



CO 

CO 

>i 

< 
z 
< 



CO 

CD 



















o 


CL 
O 




UJ 






2 



oo 

CM 



UJ 

o 

UJ z 


ION 


ECTION 


Z LU 
LU 3 




CD O 


z> 


»- 


LU 


2 


LU 


CO 


Q 




SUBSTITUTE SHEET (RULE 26) 



WO 99/09218 



3 / 10 



PCTAJS98/16971 




FIG. 4 



SUBSTITUTE SHEET (RULE 26) 



WO 99/09218 



4 / 10 



PCT/US98/16971 



^ANALYZING SAMPLE 
{ POLYMERS 



5 



INPUT SETS OF HYBRIDIZATION 
AFFINITY INFORMATION 



201 



NORMALIZE THE HYBRIDIZATION 
AFFINITY INFORMATION OF EACH 
SET 



203 



CLUSTER THE SETS OF 
HYBRIDIZATION AFFINITY 
INFORMATION 



205 



207 



DISPLAY THE CLUSTERS 




FIG. 5 



SUBSTITUTE SHEET (RULE 26) 



WO 99/09218 



5 / 10 



PCT/US98/16971 



^CLUSTERING DATA^ 



CHECK IF ONLY ONE ROOT 
CLUSTER 



301 




CREATE A NEW CLUSTER 
INCLUDING THE TWO CLOSEST 
CLUSTERS 



V 



307 



COMPUTE THE AVERAGE OF THE 
TWO CLOSEST CLUSTERS FOR THE 
NEW CLUSTER 



309 



FIG. 6 



SUBSTITUTE SHEET (RULE 26) 



WO 99/09218 



6 / 10 



PCT/US98/16971 



/'ANALYZING SAMPLE 
I NUCLEIC ACIDS 



5 



INPUT SETS OF HYBRIDIZATION 
AFFINITY INFORMATION 



401 



NORMALIZE THE HYBRIDIZATION 
AFFINITY INFORMATION OF EACH 
SET 



V 



403 



HIERARCHICALLY CLUSTER THE 
SETS OF HYBRIDIZATION AFFINITY 
INFORMATION 



405 



COUNT THE NUMBER OF 'TIGHT' 
CLUSTERS 



407 



V 



409 



DISPLAY THE CLUSTERS 



c 



DONE 



FIG. 7 



SUBSTITUTE SHEET (RULE 26) 



WO 99/09218 



7 / 



10 



PCT/US98/16971 




m 
N 
— t 
< 

<r 
o 




> to 



s 



< 

cc 

CO 



1X1 

< 
cc 

LU 

5 




SUBSTITUTE SHEET (RULE 26) 



WO 99/09218 



8 / 10 



PCT/US98/16971 




SUBSTITUTE SHEET (RULE 26) 



WO 99/09218 



9 / 10 



PCT/US98/16971 




* Jf 072601 target 

* Jf072604 target 

* Jf072607 target 

* Jf072602 target 

* Jf072605 target 

* Jf072603 target 
r—* Jf072606 target 
1— * Jf 072608 target 



503 



FIG. 10 



SUBSTITUTE SHEET (RULE 26) 



10 / 10 



PCT/US98/16971 



603 


r * Jf 072601 target "] 




ft * Jf072602 target >605 






L* jf072605 target J 






j.. Jf072603 target' 








t*Jf072608 target 








r* Jf 072604 target 


► 607 




u jf 072607 target 






- * Jf072606 target . 





FIG. 11 



_£* Jf 072601 target y 705 



Jf072603 target J 



Jf 072602 target 
~U Jf 072607 target I 707 
"_r* Jf 072604 target 

Jf 072605 target J 

r * Jf 072606 target 1 709 

1* Jf072608 target J 



FIG. 12 



SUBSTITUTE SHEET (RULE 26) 



INTERNATIONAL SEARCH REPORT 



International application No. 
PCT/US98/1697I 



A. CLASSIFICATION OF SUBJECT MATTER 

IPC(6) :C12Q 1/68; C12P 19/34; G06K 9/00; G05B 15/00 

US CL : 435/6, 91-2; 382/225; 364/130 
According to International Patent Cla ssification (IPC) or to both national classification and IPC 

a FIELDS SEARCHED 

Minimum documentation searched (classification system followed by classification symbols) 

U.S. : 435/6. 91.2; 382/225; 364/130 



Documentation searched other than minimum documentation to the extent that such documents are included in the fields searched 



Electronic data base consulted during the international search (name of data base and, where practicable, search terras used) 
Please See Extra Sheet 



G DOCUMENTS CONSIDERED TO BE RELEVANT 



Category 4 



Citation of document, with indication, where appropriate, of the relevant passages 



Relevant to claim No. 



Y, P 
Y, P 
Y 



US 5,830,645 A (PINKEL et al) 03 November 1998, see entire 
document. 

US 5,837,832 A (CHEE et al) 17 November 1998, see entire 
document. 

WO 97/29212 Al (AFFYMETRLX, INC.) 14 August 1997, see 
entire document. 

WO 97/27317 (AFFYMETRIX, INC.) 31 July 1997, see entire 
document. 

LIPSHUTZ et al. Using oligonucleotide probe arrays to access 
genetic diversity. Biotechniques. 1995, Vol. 19, No. 3, pages 442- 
447, see entire document. 



1-22 
1-22 
1-22 
1-22 
1-22 



| x[ Further documents are listed in the continuation of Box C. | | See patent family annex. 



* Special categories of cited document*: 

"A" document defining the general lUla of the art which is nol considered 

to be of particular relevance 

a B* earlier document published on or after (he international filing dale 

'L* documeat which may throw doubt* on priority claim(i) or which is 

etted to establish the publication date of another citation or other 
special reason (as specified) 

"O" document referring to an oral disclosure, use. exhibition or other 

'P* document published prior to the international filing date but later than 

the priority data claimed 



later documeat published after the international rding date or priority 
data and not in conflict with the application but cited to understand 
the principle or theory underlying tha invention 

documeat of particular relevance; the claimed invention cannot be 
considered novel or cannot be considered to involve an inventive step 
when the document is taken alone 

document of particular relevance; the claimed invention cannot be 
considered to involve an inventive stop when the document is 
combined with one or more other such documents, such combination 
being obvious to a person skilled in the art 

document member of the same patent family 



Date of the actual completion of the international search 
16 DECEMBER 1998 



Date of mail in 



' search report 




Name and mailing address of the ISA/US 
Commissioner of Patents and Trademarks 
Box PCT 

Washington, D.C. 20231 
Facsimile No. (703) 305-3230 



Authorized officer 
JEFFREY FRi 
Telephone No. (703) 308-0 1 96 



Form PCT/ISA/210 (second sheetXJuly 1992)* 



INTERNATIONAL SEARCH REPORT 



International application No. 
PCT/US98/16971 



C (Continuation). DOCUMENTS CONSIDERED TO BE RELEVANT 


Category* 


Citatioo of document, with indication, where appropriate, of the relevant passages 


Relevant to claim No. 


Y 


SCHENA et aJ. Parallel human genome analysis: microarray based 
expression monitoring of 1000 genes. Proc. Natl. Acad. Sci. 
October 1996, Vol. 93, pages 10614-10619, see entire document. 


1-22 


Y 


SCHENA. M. Genome analysis with gene expression microarrays. 
Bioessays. 1996, Vol. 18, No. 5, pages 427-431, see entire 
document. 


1-22 


Y.P 


ERMOLAEVA et al. Data management and analysis for gene 
expression arrays. Nature Genetics. 20 September 1998, Vol. 20, 
pages 19-23, see entire document 


1-22 



Form PCT/ISA/210 (continuation of second shectXJuly 1992)* 



INTERNATIONAL SEARCH REPORT 



International application No. 
PCT/US98/1697I 



B. FIELDS SEARCHED 

Electronic data bases consulted (Name of data base and where practicable terms used): 
APS. MEDLINE. BIOSIS, CAPLUS, EMBASE, ENERGY. rNPADOC. IFIPAT, WP1DS 

search terms: hybridization, anneal. DNA. RNA, nucleic, oligo. oligonucleotide, primer, probe, computer, software, 
program, cluster, array, microarray, biochip, chip 



Form PCT/ISA/210 (extra sheetXJuly 1992)* 



